Determining the Best Site for Peptide Ligation in the Expressed Mja KlbA Intein Mini-
Extein. The efficiency of IPL was tested for the following expressed protein fragments:
(1) the wild type Mja KlbA intein mini-extein (EI168N), consisting of 7 native N-extein residues (MNTGHDG) and the full-length Mja KlbA intein ending with residue N168;
(2) EI154H, in which the Mja KlbA intein was truncated at residue H154; (3) EI166V, in which the Mja KlbA intein was truncated at residue V166; (4) EI166A, in which the Mja KlbA intein was truncated at residue V166, which in turn was mutated to A; and (5) EI166H, in which the Mja KlbA intein was truncated at residue V166, which in turn was mutated to H. Peptides used in IPL and the % IPL product produced for each of the above protein fragments are summarized in Table S1 . The experimental details for expression and purification of the different protein fragments, as well as, for the IPL reaction are as discussed in the Materials and Methods section.
To test the effect of mutations introduced in some of the expressed protein fragments and synthesized peptides on protein splicing in vivo, the efficiency of splicing was determined as the % of free intein present in the soluble lysate of IPTG-induced ER2638 cells expressing the full-length protein carrying the designated point mutation as compared to that of EI168N (Table S2 ). Experimental details are as previously described in Southworth, M. W., Benner, J., Perler, F. B. (2000) EMBO J. 19, 5019-5026. It should be noted, however, that the production of free intein might be either due to splicing or double cleavage. Detailed experiments to distinguish between these two events were not performed for the discussed mutants.
The above results (Tables S1) indicate that truncation at H154 is the ideal choice for IPL followed by truncation at V166A or V166H. However, one disadvantage of EI154His is the peptide required for IPL is much longer than that of EI166A, therefore, more costly and less pure. As a result, the site of choice for truncation of the expressed Mja KlbA intein mini-extein for IPL reaction was V166A because the V166H mutation blocked splicing (Table S2) . formic acid in water containing 15% acetonitrile. 1-8 µL of the protein sample was injected onto the column and was developed after 2 min with a 10-min linear gradient from 15% to 90% acetonitrile and then held at 90% acetonitrile for 5 min. The protein was found to elute at approximately 10 min after injection. The mass spectra were acquired from 150 to 3200 m/z, one cycle/s and 10,000 transients per scan using an ionization energy of 1875 V, fragmentor of 215 V and drying gas of 275 C at 4.0 L/min.
Mass Spectrometric Analysis of the Products of the Splicing Reaction of MI
The acquired spectra were extracted and the protein spectra deconvoluted with Agilent 
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